Abstract We performed a gene-smoking interaction analysis using families from an early-onset coronary artery disease cohort (GENECARD). This analysis was focused on validating and expanding results from previous studies implicating single nucleotide polymorphisms (SNPs) on chromosome 3 in smoking-mediated coronary artery disease. We analyzed 430 SNPs on chromosome 3 and identified 16 SNPs that showed a gene-smoking interaction at P \ 0.05 using association in the presence of linkageordered subset analysis, a method that uses permutations of the data to empirically estimate the strength of the association signal. Seven of the 16 SNPs were in the RhoGTPase pathway indicating a 1.87-fold enrichment for this pathway. A meta-analysis of gene-smoking interactions in three independent studies revealed that rs9289231 in KALRN had a Fisher's combined P value of 0.0017 for the interaction with smoking. In a gene-based meta-analysis KALRN had a P value of 0.026. Finally, a pathway-based analysis of the association results using WebGestalt revealed several enriched pathways including the regulation of the actin cytoskeleton pathway as defined by the Kyoto Encyclopedia of Genes and Genomes.
Introduction
Coronary artery disease (CAD) is the leading cause of death in the United States (Lopez et al. 2006) . Despite the many studies using cohort, family-based, and case-control designs to address the genetic etiology of CAD (Franchini and Mannucci 2008; Musunuru and Kathiresan 2010; Samani et al. 2007; Schunkert et al. 2011 ) and common CAD risk factors (Heard-Costa et al. 2009; Lemaitre et al. 2011; Schunkert et al. 2011; Smith et al. 2010) , there remains lack of knowledge concerning how genetic variation mediates and/or modifies the links between CAD and its common risk factors like hyperlipidemia, obesity, and smoking. Further work is needed in this area.
We previously reported a genetic linkage peak on chromosome 3q13 for CAD in families with an early-ageof-onset (EOCAD) (Hauser et al. 2004) , which was subsequently replicated in the Diabetes Heart Study (DHS) (Bowden et al. 2006) . Fine-mapping of this linkage peak in a case-control sample from the CATHGEN study revealed several associations between CAD and single nucleotide polymorphisms (SNPs) in this region (Wang et al. 2007 ). Replication of the 11 most significant SNPs in the casecontrol series from the Intermountain Heart Collaborative Study (IHCS) was only possible when the analysis was restricted to smokers (Horne et al. 2009 ). Further examination revealed a difference between the prevalence of smoking in the two datasets with smoking more prevalent in CATHGEN than in IHCS (41 vs. 11 % in controls, 74 vs. 29 % in cases). Significant gene-smoking interactions were found for SNPs in KALRN and ARHGAP31/ CDGAP, and a second analysis in the DHS noted additional gene-smoking interactions in KALRN (Rudock et al. 2011) . Given that smoking is a well-established risk factor for CAD (Ambrose and Barua 2004; Kannel et al. 1987) discovering genetic variants differentially associated with CAD in smokers may uncover mechanistic factors connecting genes, smoking, and CAD. We hypothesized that using APL-OSA as a test of gene-smoking interactions would reveal several SNPs that are significantly more associated with CAD in families with greater smoking exposure, measured by mean pack-years. We also hypothesized that the Rho-GTPase pathway would be enriched among the significant associations, based on its previously noted importance (Wang et al. 2007 ).
Methods

Subjects
The Genetics of Early Onset Cardiovascular Disease Study (GENECARD) is comprised of families with at least two siblings diagnosed with early onset CAD. Early onset CAD was defined on the basis of a medically documented acute coronary syndrome (unstable angina or myocardial infarction), a revascularization procedure, or a positive functional imaging study at or before the age of 50 years in men or 55 years in women. Risk factor history was collected via in person interviews in a location convenient for the subject. A blood sample was also collected during the interview . Pack-years were calculated as pack of cigarettes smoked per day multiplied by total years spent smoking. A pack of cigarettes was defined as 20 cigarettes. People with zero pack-years were defined as those responding ''NO'' when asked if they smoked at least 100 cigarettes. We used pack-years because it is a measure of lifetime smoking and is well documented in the GENECARD dataset. A total of 2,434 individuals had sufficient information to calculate pack-years; the rest were considered as missing and did not contribute to family specific means.
Genotypes were generated in the Center for Human Genetics Molecular Genetics Core. All studies conformed to the same laboratory-wide quality control (QC) standards (Crosslin et al. 2009; Shah et al. 2009; Wang et al. 2007 ). Genotyping was done using either Taqman from Applied Biosystems or Golden Gate assay platform from Illumina. Applied Biosystems genotyping was done using the 7900HT Taqman SNP genotyping system and Illumina BeadStation genotyping was done on the 500G system. Six quality control samples were included on each quadrant of a 384-well plate. All SNPs were successfully genotyped for 95 % of the individuals and checked for the absence of any Mendelian inconsistencies and deviations from HWE both in their respective studies and the combined set of studies. Error rate estimates for SNPs meeting QC benchmarks were \0.2 %. Any SNP typed on fewer than 100 individuals was removed from analysis; a total of 3,516 individuals were sampled during the GENECARD study, of which 3,061 contributed genotypes these analyses. A total of 430 SNPs were analyzed across the chromosome 3q13 region in 1,360 nuclear families. All 11 SNPs analyzed by Horne et al. (2009) were genotyped in these families.
Statistical methods
APL-OSA
There are several family-based association tests each with its own strengths and weaknesses (Chung et al. 2006; Horvath et al. 2001; Martin et al. 2003; Spielman et al. 1993) . We used the APL-OSA method. APL-OSA is a method that implements the APL test to detect increased evidence for association in the tail of a covariate distribution (Chung et al. 2008) . Simulation studies show that APL has the same, or better, power as other tests without type I error inflation (Martin et al. 2003) , even in regions with strong linkage (Chung et al. 2007 ). APL-OSA detects increased association in the tails of a covariate distribution, and is an effective test for SNP-smoking interactions. If there is truly an interaction between a SNP and smoking, we expect people with both the risk allele and higher cigarette smoking exposure to be at much greater risk of developing CAD, thus increasing the strength of the association in the upper extreme of the smoking distribution. We used pack-years as a measure of lifetime smoking and a dominant genetic model as the inheritance pattern for the putative CAD disease locus. The APL test is based on a test statistic, Z, which compares the number of alleles observed in affected sib-pairs with the number expected under the null hypothesis of no association conditioned on the parental genotypes.
has mean 0 and variance 1 under the null hypothesis, s is the number of families in the dataset, and T i is the difference between the observed number of alleles in affected sib-pairs and the expected number of alleles given parental genotypes. In APL-OSA the APL test is calculated iteratively as each family is entered into the analysis. The analysis procedure is described in the following paragraph. First the mean pack-years, x i , for each family, i, is calculated. For this calculation only the affected siblings are used. As the GENECARD study is an affected sibling pair design many families only have affected siblings and pack-years is well measured amongst the affected individuals within GENECARD. Thus we chose to only use the pack-years for the affected siblings to estimate the family-specific means of pack-years. Additionally, the family-specific associations are calculated based on the observed versus expected alleles in affected individuals; thus it is their exposure that will determine any geneenvironment interactions. Since smoking increases the risk of CAD, the families are ordered by x i starting with the highest value of average pack-years. For exposures that decrease risk we would order the families low-to-high according to x i . Starting with a small subset of families c (c = 20 for our analyses), where c B the total number of families (S), the APL test statistic, Z, is calculated as indicated above, and proceeding in order of x i each family is added into the set and the APL test statistic is recalculated. If two or more families have the same x i value they are added at the same time. Once all families have been added in, we define the maximum subset as the subset of families that contribute to the max |Z|, Z*. The absolute value is taken because Z can be significant in either the positive or negative direction, depending on the direction of association. The APL-OSA P value for Z is calculated by permuting the x i and repeating the procedure k times obtaining a Z* j for each permutation j.
Finally, the P value is calculated as
where I is the indicator function with I(X) = 1 if X true and 0 otherwise. Since the P value is computed via permutation, to reduce computing time for the initial analysis 500 permutations (k = 500) are used. Then SNPs with a P value less than 0.15 were selected for a second stringent analysis. In this analysis the number of permutations was increased, k = 1,000, to provide a more precise P value estimate. While the use of a permutation procedure increases computational demands, it also provides a natural correction for multiple testing by comparing the observed test statistic to the empirical null distribution of the data. The number of bootstrap iterations used to calculate Var P s i T i À Á is also varied between the initial and stringent analysis: 200 initially and 400 in the more stringent analysis. Despite the fact that the original linkage peak was found in GENECARD, using APL and APL-OSA to detect associations does not increase the type I error under the null hypothesis of no association (Chung et al. 2007 ).
Meta-analysis
We performed a meta-analysis by examining gene-smoking interaction signals amongst SNPs in Rho-GTPase pathway genes that were analyzed in GENECARD, IHCS, or DHS. We excluded the study by Wang et al. (2007) using CATHGEN because they did not report on any direct gene-smoking interactions, and we only report results for SNPs that were at least analyzed in GENECARD (the current study). Fischer's method was used to compute the combined P value for those SNPs that appear in two or more studies. Fischer's method computes the meta-analysis P value (P M ) from S independent studies as P M ¼ À2 Ã P S i¼1 logðP i Þ. P i is the P value of the ith study and P M is drawn from a Chi-squared distribution with 2S degrees of freedom. For the gene-based meta-analysis each gene was represented by the minimum P value observed across all genetic variants within the gene after correcting for the number of SNPs in the gene using the Sidak (1967) combination test (Peng et al. 2010) . After collapsing across the genetic variants within a gene the gene-based P values were combined using Fischer's method.
Pathway-based analysis
We used WebGestalt (http://bioinfo.vanderbilt.edu/ webgestalt/) (Zhang et al. 2005 ) to perform the pathwaybased gene set association analysis. We applied the hypergeometric test as implemented in WebGestalt to allow for the potential non-independence of the gene sets and set of SNPs chosen for genotyping. We used the 430 SNPs analyzed as the reference gene set. For significance we used a Bonferroni corrected cutoff of 0.05 and required that any gene sets called significant contain at least two genes from our list to avoid spurious associations caused by small gene sets that are ''enriched'' by only a single gene.
Results
GENECARD individuals have the clinical characteristics
and risk factor distributions expected in an early-onset CAD cohort including a younger age of onset, more males than females, and high proportion of people diagnosed with hypertension and dyslipidemia ( Wang et al. (2007) the percentage of smokers in the datasets was 60.5, 55.2, and 54.2 % for the White Initial Dataset, White Validation Dataset, and AfricanAmerican Dataset, respectively. All three of these datasets had a lower proportion of smokers than GENECARD (61.4 %) when an identical definition of smokers was applied.
APL results
We performed the standard APL test (Martin et al. 2003) for all 430 SNPs to allow comparison with the APL-OSA results from the initial analysis with 200 bootstrap iterations and 500 permutations (Fig. 1) . As in the analysis by Wang et al. (2007) , rs9289231 was associated with EO-CAD (P \ 0.000048), and was the only significant SNP after Bonferroni correction for 430 tests (P \ 0.00012). Rs9289231 has previously been shown to be associated with high-density lipoproteins (Shah et al. 2006 ) in addition to early onset CAD. Twenty-three additional SNPs had unadjusted APL P values less than 0.05. A comparison of all 430 SNPs in the APL-OSA (initial run with 500 permutations, 200 bootstrap iterations) and the APL analysis is presented in Supplementary Table 1. APL-OSA results Table 2 contains the APL-OSA association results. Of the 430 SNPs, 16 had an APL-OSA P value \0.05 after completing the second stringent analysis (Table 2) . Of these, 12 were associated with a gene and four were intergenic SNPs. Though no results met a Bonferroni corrected P value of P \ 0.00012, this cutoff may be overly conservative given the linkage disequilibrium (LD) in the region and the permutation procedure used to calculate empirical P values. Of the 16 SNPs with P \ 0.05, six were in genes associated with the Rho-GTPase pathway, rs870995 (PIK3CA), rs2272486 (KALRN), rs4234218 (KALRN), rs11707609 (MYLK), rs1343700 (MYLK), rs10934651 (MYLK), rs6766899 (ARHGAP31/CDGAP). All of these genes fell under the chromosome 3 linkage peak (Hauser et al. 2004 ); however, there was low to moderate LD between the SNPs under this peak (Fig. 2) . One SNP of particular interest is rs2272486 (P = 0.033, KALRN). Rs2272486 is a synonymous variant (His ? His) and was the most significant SNP in the initial cohort analysis by Wang et al. (2007) (P = 0.0005).
Of the 11 SNPs analyzed by Horne et al. rs4234218 had an APL-OSA P \ 0.05 (P = 0.018, Table 2 ). This SNP did not have a significant gene-smoking interaction P value in any of the datasets analyzed by Horne et al.; however, the maximum subset for rs4234218 contained 249 families each of which had an average pack-years of 40.5 or greater. The definition of smokers used by Horne et al. was pack-years [10. This heterogeneity in the definition of the ''exposed'' subgroup may account for the heterogeneity in association results and would indicate that a more severe smoking phenotype is needed to observe interactions with rs4234218.
A meta-analysis of three gene-smoking interaction studies in the 3q13 genomic region revealed two SNPs with evidence for effect modification via smoking. Rs12637456 (meta-analysis P = 0.044, KALRN) and rs9289231 (metaanalysis P = 0.0017) both showed evidence for association when information from independent cohorts was combined. As independent studies often have heterogeneity in the SNPs selected for analysis, a gene-based approach may be superior (Neale and Sham 2004) . By using Sidak's combination test (Peng et al. 2010 ) to combine P values across genes followed by a gene-based meta-analysis of three independent cohorts (GENECARD, IHCS, and DHS), we observed evidence for association between EOCAD and gene-smoking interactions in KALRN (meta-analysis P = 0.026) and ARH-GAP31 (meta-analysis P = 0.0056) ( Table 3) .
Pathway-based WebGestalt results
We performed a pathway-based gene set association analysis with WebGestalt (Zhang et al. 2005 ) using the 16 significant (P \ 0.05) SNPs discovered from the APL-OSA analysis of the 430 SNPs across the chromosome 3q13 linkage region. We used the hypergeometric test as a test of enrichment, and after WebGestalt restricted our initial list of 16 SNPs to those mapping to known human genes we were left with 11 SNPs mapping to seven human genes (rs1875111 mapped to a homolog of the mouse gene BOC). We tested enrichment for both Gene Ontology (GO) (Ashburner et al. 2000) and Kyoto Encyclopedia of Genes and Genomes (KEGG) (Kanehisa and Goto 2000) gene sets. The GO gene sets cytosol (P = 0.0095) and cellular projection (P = 0.046) and the KEGG pathways regulation of actin cytoskeleton (P = 0.028) and renal cell carcinoma (P = 0.043) were enriched in the pathway analysis.
Most of the GO and KEGG pathways are defined according to biological function and thus do not offer a direct test of the Rho-GTPase pathway as presented by Wang et al. (2007) . Using the UCSC Table Browser (Karolchik et al. 2004) we extracted SNPs in the coding and 3 0 -UTR regions for the genes within the Rho-GTPase pathway as depicted in (Wang et al. 2007 ). We then further restricted to only those genes on chromosome 3 included in our peak-wide analysis. These restrictions left 6 genes (CDGAP/ARHGAP31, KALRN, MYLK, PIK3CA, PIK3CB, PIK3R4) comprising 4,912 SNPs. We used the 430 SNPs included in the analysis as the reference set and Fig. 2 APL-OSA associations. APL-OSA associations after restricting initial analyses (Fig. 1) based on a liberal P value (P \ 0.15). It is these associations that are used throughout the paper as they represent our best estimation of the gene-smoking interactions. In the LocusZoom (Pruim et al. 2010 ) plot the -log 10 (P value) is given on the y-axis and the genomic location on the x-axis. Only the area under the chromosome 3 linkage peak (Hauser et al. 2004 ) is shown. Colors indicate the linkage disequilibrium with the most significant SNP in KALRN (rs4234218, shown as a diamond) and are based on LD within the CEU HapMap population. Only rs2272486 (arrow) shows even modest LD (color figure online) Table 3 are located in the Rho-GTPase pathway and analyzed in a gene-smoking interaction model in at least two of three studies, IHCS (Horne et al. 2009 ), DHS (Rudock et al. 2011 ), or the current analysis (GENECARD). Only SNPs appearing in two or more studies were included and the column ''meta-analysis'' is the Fisher's combined P value across all the studies For DHS P values listed as \0.001 converted to 0.001 ** P value for smoking interaction with carotid artery intima medial thickness as outcome used the intersection of the 4,912 SNPs pulled from the UCSC Table Browser and our 430 analyzed SNPs as the SNP set of interest (97 SNPs). Of our 16 significant SNPs 7 were in the SNP set of interest, compared with 101 out of 430 when considering all genes. This 1.87-fold enrichment yielded a suggestive P value of 0.055 under the hypergeometric test. In order to determine the degree to which smoking drives this enrichment we performed the same test but used the 23 SNPs significant in the association in the presence of linkage (APL) analysis. APL does not take into account the influence of smoking on the genetic associations, and instead simply tests for an overall association of SNP on CAD (Martin et al. 2003) . In this analysis only 4 out of 23 significant SNPs were in the aforementioned Rho-GTPase SNP set, giving no evidence for enrichment (P = 0.855).
Discussion
This study used a family-based dataset, GENECARD, to validate smoking interactions in a linkage region, chromosome 3q13, associated with CAD (Hauser et al. 2004; Wang et al. 2007 ). We continued to observe strong evidence for association in this region, particularly in the gene KALRN. Previous evidence for association was more pronounced in smokers (Horne et al. 2009; Rudock et al. 2011 ) leading us to believe that a SNP-smoking interaction may be responsible for many of the initial associations. Using GENECARD, the EOCAD family-based dataset in which the original linkage was identified, we performed an APL-OSA analysis using pack-years as a measure of smoking history and found that 16 SNPs out of 430 analyzed had an APL-OSA P value \0.05 suggesting effect modification by smoking.
Chromosome 3q13 associations and LD Among the 16 gene-smoking interactions identified via APL-OSA there were several SNPs not located in the RhoGTPase pathway or associated with the identified KEGG or GO pathways. LSAMP, a gene previously implicated in CAD (Wang et al. 2008) , was represented by two SNPs both located in introns, rs10511352 (P = 0.047) and rs9822445 (P = 0.048). Rs1394041 (P = 0.048) is an intergenic SNP previously found to be associated with several blood lipid phenotypes including small low-density lipoproteins, high-density lipoproteins, and triglycerides (Kathiresan et al. 2007 ).
To examine the correlation among the signals we identified in this study we looked at the LD of 26 SNPs, the 16 significant gene-smoking interactions and the ten additional SNPs analyzed by Horne et al. Across all 26 SNPs the LD was quite low, max r 2 = 0.64 rs1444768 -rs1444754 (Fig. 3) , indicating that these analyses are identifying independent loci that interact with smoking.
Evidence for validation
To date analyses with four independent datasets (CATH-GEN, IHCS, DHS, and GENECARD) have identified EOCAD associations and/or gene-smoking interactions in the chromosome 3q13 region. Genome-wide analyses in GENECARD and the DHS were a family-based linkage analysis, both of which showed strong evidence of linkage in the 3q13 region (Bowden et al. 2006; Hauser et al. 2004) . The more targeted candidate region analyses in CATHGEN identified specific genetic variants in KALRN and the Rho-GTPase pathway as associated with CAD (Wang et al. 2007) , and validation studies in IHCS and the DHS (Horne et al. 2009; Rudock et al. 2011) found evidence for gene-smoking interactions in KALRN and selected Rho-GTPase genes. Our study provides a further confirmation of these gene-smoking interaction signals from Rho-GTPase pathway genes, in particular KALRN as it contained the only exonic gene-smoking interaction association (rs2272486).
Evidence for allelic heterogeneity in KALRN At the SNP level there were multiple, potentially independent, associations within KALRN. Out of the 11 SNPs analyzed by Horne et al., we identified one gene-smoking interaction (rs4234218, P = 0.018). Rs4234218 was not one of the significant SNPs found by Horne et al. (2009) . The most significant SNP found in the fully adjusted genesmoking interaction model for young affected (most closely matching our EOCAD cohort) by Horne et al. was rs12637456 (P = 0.010), but this SNP did not have a significant APL-OSA P value, P = 0.736. Thus we do not have validation at the SNP level in GENECARD. However, rs4234218 and rs12637456 are located in KALRN yet not in LD in the GENECARD dataset, r 2 = 0. Thus, KALRN may be important in the etiology and pathogenesis of CAD and we observe substantial allelic heterogeneity within the interaction associations between KALRN and CAD. Additional explanations for the observed heterogeneity are partial LD with an un-typed causal allele or a difference in the definition of smokers versus nonsmokers. While APL-OSA allows the data to define the best cutoff, Horne et al. and Rudock et al. used [10 packyears to define smokers. However, identical exposure definitions still resulted in allelic heterogeneity. For example, rs6810298 was significant in the Rudock et al. (2011) (P = 0.012), but not Horne et al. (2009) (P = 0.75). Despite this heterogeneity, the finding of multiple the gene-smoking interactions in multiple independent datasets in KALRN gives us confidence that these results are not due to random noise or confounding, but instead come from a true signal from these, or nearby, genetic variants. The meta-analysis can yield some clarity by showing those SNPs that had the most consistent signal. In meta-analysis we observed some association for replication at the SNP level with rs9289231. However, there was significant heterogeneity in the selection of SNPs for the three studies examined. Rudock et al. (2011) selected 28 SNPs within KALRN using a gene tagging approach, Horne et al. (2009) selected 11 SNPs based on their previous association with Rho-GTPase genes, and in our study the SNPs were selected based on their location on chromosome 3 and having been previously typed in the GENECARD cohort. Given this SNP selection heterogeneity a gene-based approach may better capture the consistent gene-smoking interactions. We see significant evidence for consistent associations between gene-smoking interactions in KALRN and EOCAD (P = 0.026).
Functional heterogeneity in KALRN
In addition to the aforementioned allelic heterogeneity a literature search revealed that KALRN exhibits significant functional heterogeneity. KALRN is a gene with multiple isoforms and multiple functional domains. The gene was originally identified in the brain and has been associated with schizophrenia (Kushima et al. 2012) and ADHD (Lesch et al. 2008) . Among cardiovascular diseases, in addition to CAD, KALRN has been associated with ischemic stroke (Krug et al. 2010) , but this result was not replicated in an independent data set (Olsson et al. 2011 ).
Smoking and KALRN KALRN is primarily known as a neuronal gene and it has several functions related to the protection and growth of neurons (Rabiner et al. 2005) . However, another important function of KALRN is its inhibition of inducible nitric oxide synthase (iNOS) activity through the prevention of iNOS homodimerization (Ratovitski et al. 1999) . Research indicates that cigarette smoke-induced intima wall thickening in mice is markedly greater in wild-type than in iNOS-deficient mice (Anazawa et al. 2004) , and long-term survival after ischemic stroke was associated with interactions between nitric oxide synthase genetic variants and cigarette smoke (Oksala et al. 2008) . Given these relationships between cardiovascular phenotypes and iNOS, and the evidence that cigarette smoke decreases iNOS expression (Hoyt et al. 2003) , it is possible that the functional link among KALRN, smoking, and CAD is the joint activity of KALRN and smoking on iNOS.
Rho-GTPase associations beyond KALRN and other pathway relationships
In addition to KALRN, other genes in the chromosome 3q13 region demonstrated gene-smoking interactions. MYLK was the most represented gene among the significant results having 3 SNPs with P \ 0.05. All three SNPs, rs11707609 (P = 0.034), rs1343700 (P = 0.041), and rs10934651 (P = 0.047) are located in introns of MYLK. Rs6766899 (P = 0.008) is located in ARHGAP31, a RhoGTPase pathway gene also noted as having a genesmoking interaction by Horne et al. (2009) (rs10934490, P = 0.017). ARHGAP31 was also the most significant gene in the gene-based meta-analysis (P = 0.0056). Rs870995 had an APL-OSA P value of 0.031 and is located in PIK3CA. PIK3CA is the alpha subunit of phosphoinositide 3 kinase and was implicated in a metaanalysis of four genome-wide linkage studies for CAD (Chiodini and Lewis 2003) . We compared the enrichment of Rho-GTPase pathway genes, as noted in (Wang et al. 2007) , among the 16 significant SNPs from APL-OSA with those significant in APL. The 16 gene-smoking interactions were suggestive for enrichment (P = 0.055); however, the 23 significant SNPs from the APL analysis, which would indicate an overall association with CAD independent of smoking, were not enriched for Rho-GTPase pathway genes (P = 0.855). Thus, we concluded that the enrichment of the Rho-GTPase pathway is likely due to gene-smoking interactions rather than marginal genetic associations with CAD.
In addition to specifically examining the Rho-GTPase pathway genes we examined the enrichment of functional KEGG and GO pathways. The KEGG pathway regulation of the actin cytoskeleton was enriched (P = 0.028) in our analyses. Regulation of the actin cytoskeleton may be mechanistically involved in the pathogenesis of CAD through its role in the migration and morphology changes of smooth muscle cells. An important component of the association between smooth muscle cells and CAD is their differentiation from a contractile to a synthetic phenotype, where the cell can respond to vascular injury (Doran et al. 2008) , and genetic variants associated with vascular disease are associated with smooth muscle cell differentiation (Milewicz et al. 2010) . Smooth muscle cell differentiation involves extensive morphology reorganization, implicating the actin cytoskeleton as an important mediator of the process. The actin cytoskeleton also plays a role in cellular migration and proliferation, and proliferation of smooth muscle cells is proposed to be a key component in the development of atherosclerosis (Libby and Theroux 2005) . While other members of the regulation of the actin cytoskeleton pathway may be targets for future analyses, we recognize that it will take careful functional studies in model systems to elucidate the causal actors. Furthermore, our study suggests that these analyses will need to be augmented with careful analysis of environmental risk factors to understand the relationship between pathways/ genes/genetic variants and CAD.
Conclusion
Coronary artery disease is a complex disorder with a variety of genetic variants found to modify risk Maouche and Schunkert 2012; Schunkert et al. 2011) . Functional relationships are elusive, perhaps due to the presence of allelic heterogeneity, genetic heterogeneity, and gene-environment actions. While genome-wide association studies have great utility, unraveling epistasis or environmental interactions via this method can require sample sizes in the hundreds of thousands (Zuk et al. 2012) . Targeted gene-environment interactions studies, along with higher level analyses at the pathway or functional level, are needed to elucidate causative links between genetic variants and CAD. This study reaffirms published gene-smoking interactions in KALRN while identifying a novel coding variant, highlights multiple gene-smoking interactions under the chromosome 3q13 linkage peak, and uses pathway analyses to integrate and better understand the gene-smoking interactions arising from this region. Each of these analyses implicates specific pathogenic mechanisms that can be followed up in functional studies. KALRN and smoking are potentially mechanistically linked via their inhibition of iNOS, the Rho-GTPase pathway has several members lying outside our chromosome 3 region of investigation that may present novel candidate genes for analysis, and our pathway analyses reveal global pathways that may be interrupted or jointly analyzed to further this work.
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